Human LECs were purchased from Promocell (Heidelberg, Germany) and cultured in the supplier's recommended medium (MV2) containing penicillin, streptomycin and gentamycin. Human umbilical vein endothelial cells (HUVECs) were isolated from umbilical cords obtained after informed consent from the University of Birmingham Human Biomaterials Resource Centre (ethical approval reference 09/H1010/75), and cultured as described elsewhere (3) .
The extracellular domain of human podoplanin (amino acids 23-131) was amplified from human dermal microvascular endothelial cells cDNA with primers hPodoFHindIII (GTCAGCAGGAAGCTTCCAGGAGAGCAACAACTCAAC) and hPodoRBamHI (TCGGCTCCGGATCCACTGTTGACAAACCATCTTTCTC). After digestion with HindIII and BamHI the product was cloned into IgFc vector pcDNA3Ig to yield a construct encoding the podoplanin extracellular domain fused at the COOH terminus to the Fc region of human IgG1. Recombinant protein was expressed in human 293T cells and purified as previously described (4) .
Whole blood impedance aggregometry
Heparinized human blood was diluted 1:1 using saline (0.9%) and stirred for 3 minutes at 37°C. PRT060318 at the stated concentrations or DMSO as control were preincubated at 37°C for 1 minutes. Following collagen stimulation (10 g/ml), aggregation was monitored at 37°C for 6 minutes, calculated by impedance across two electrode pairs (Multiplate analyser, Instrumentation Laboratory UK Ltd, Warrington, UK), and reported in arbitrary impedance units (AU).
Flow cytometry:
Mouse CLEC-2 was detected in blood diluted 1:10 with Tyrode's buffer using Alexa Fluor 488-conjugated rat anti-mouse CLEC-2 or rat IgG2b isotype control antibodies. For the detection of Syk-dependent P-selectin exposure, mouse whole blood was stimulated with 100 nM rhodocytin for 5 minutes at 37°C in the presence of 5 l FITClabelled anti-mouse P-selectin. Non-stimulated platelets were used as negative control. Expression of human podoplanin was assessed in HUVECs and LECs using a phycoerythrin-conjugated rat anti-human podoplanin antibody. Endothelial cells incubated with a phycoerythrin-conjugated rat IgG2a isotype control were used as negative control. Cells were identified by their FSC/SSC profile in a FACScalibur flow cytometer using Cell-Quest software (BD Biosciences, Oxford, UK).
Suppl. Results
Suppl. Suppl. Figure 7 : Verification of chimeric mice genotypes by flow cytometry. Sykdependent platelet P-selectin exposure was analysed in whole blood from WT or Sykdeficient chimeric mice. Blood was stimulated with 100 nM rhodocytin in the presence of FITC-labelled anti-mouse P-selectin antibody (green traces). Non-stimulated platelets were used as negative control (filled violet traces). Platelets were identified by their FSC/SSC profile. A representative example from 5 independent experiments is shown.
Suppl. . Digital images were captured at 500 ms interval with 500 ms exposure time and 2x2 binning settings to create 1 minute videos. Upper left: vehicle; upper right: 9 M integrilin; lower left: 10 M dasatinib; lower right: 30 M PRT060318. See separate video file online at www.thrombosis-online.com.
Suppl. Video 2: Src and Syk inhibitors reduce stability of platelet adhesion to hFcPDPN. To analyse real-time adhesion of platelets to hFcPDPN, heparinized whole blood was incubated with 4 M DiOC6, 10g/ml IV.3 antibody and inhibitors or vehicle control as appropriate for 10 minutes and then perfused over hFcPDPN-coated channels at 50 s 
